ABSTRACT
INTRODUCTION
The amniotic sac is the sac in which the fetus develops in amniotes. It is a tough but thin transparent pair of membranes, which hold a developing embryo (and later fetus) until shortly before birth, the inner membrane is the amnion, contains the amniotic fluid and the fetus and the outer membrane is the chorion that contains the amnion and is part of the placenta (1) .The amniotic sac is filled with amniotic fluid (clear, pale strawcolored fluid, which gives osmotic and physical protection to the embryo during the remainder of its fetal existence). Amniotic fluid is a good source of stem cells, its intermediate between embryonic stem cells and adult stem cells; they are multipotent stem cells of mesenchymal origin. Amniotic stem cells are able to differentiate into various tissue types such as skin, cartilage, cardiac tissue, nerves, muscle, and bone, and may have potential future medical applications (2) . Tooth eruption is a localized process in the jaws which exhibits precise timing and bilateral symmetry. Develop within the jaws and their eruption is a complex infancy process during which they move through bone to their functional positions within the oral cavity (3) .
( RANKL is a member of the tumor necrosis factor (TNF) cytokine family which is a ligand for osteoprotegerin and functions as a key factor for osteoclast differentiation and activation
(4).
RANKL also has a function in the immune system, where it is expressed by T helper cells and is thought to be involved in dendritic cell maturation. T cell activation was reported to induce expression of this gene and lead to an increase of osteoclastogenesis and bone loss (5) . RANKL/RANK signaling regulates the formation of multinucleated osteoclasts from their precursors as well as their activation and survival in normal bone remodeling and in a variety of pathologic conditions (6).
MATERIALS AND METHODS
Seventy nine Albino Swiss female mice were used in the present study. Those mice were divided into 3 main groups: 
Collection of amniotic fluid
Amniotic fluid was collected from each 5 pregnant mice at 13 day of gestation period (separately) , by using needle aspiration technique, cleaned their skin and wiped with alcohol, then aspirate the fluid using insulin syringe and preserved the amniotic fluid in sterile tube at -80°C until it used.
Isolation amniotic stem cells from the placenta
Samples were obtained from 10 pregnant mice at 17 day gestation period to isolate Chorion and Amnion, after sacrifice the pregnant mice by over dose anesthesia, the embryos inside amniotic membrane with their placenta will excluded immediately. Then isolate the embryo from the placenta, and carrying the following procedures: 1. The placenta was cleaned from blood clot with a sterile phosphate-buffered saline solution. 
RESULTS
Ø Histological and immunohistological tests for detection the expression of CD34 marker were performed on both experimental and control groups for all periods. Microscopic evaluation of resorption area of overlying tooth germ of mouse 4 days old treated with Amnion shows multiple osteoclast cells stained strong positive with DAB of the marker RANKL near resorbed bone. Figure (1) .
Area of resorbed bone overlying tooth germ of mouse 4 days treated with Chorion illustrates expression of RANKL on osteoclast cell . View of positive DAB stain for osteoclast indicated expression of RANKL on apical resorbed area of tooth and proximal area of the tooth of mouse 7 days old treated with Amnion. Figures (5 and 6) . Multiple osteoclast cells in resorbed bone area shows positive RANKL marker with positive mononuclear cells either free in adjacent area or in pay like cavity of apical and proximal resorbed bone of tooth mouse of 10 days old treated with amniotic fluid Figures (11, and 12 ). 
DISCUSSION
The present results localized and identified RANKL marker in 3 areas of developing tooth of the studied groups includes overlying, surrounding and apical bone. The expression of RANKL with high significant value by osteoclast of surrounding and apical bone at day 10 in amniotic group could be explained as fallow. 1.The mononuclear cells recruited to the dental sac must fuse to form osteoclasts for resorption of alveolar bone for the eruption pathway (8) . Each time correlates with the maximal burst of osteoclastogenesis in each species. 2. A major burst of osteoclastogenesis occurs at day 3 and the molecular regulation of this by the dental sac is critical for eruption. In essence, two molecules known to promote osteoclastogenesis, CSF-1 and RANKL, are required for this major burst (9) . Although RANKL also is expressed in the dental sac at day 3, its gene expression is not unregulated at this time (10) . However, the downregulation of OPG at day 3 would result in a ratio of RANKL/OPG that would favor osteoclastogenesis. The maximal expression of CSF-1 at this time would also promote osteoclastogenesis, given that CSF-1 upregulates the expression of RANK in the osteoclast precursors to enhance cell-to-cell signaling of RANKL and RANK (11) . 3.A minor burst of osteoclastogenesis at day 10 prior to eruption appears to require one or two new genes, as well as an alternation of expression of genes also expressed at day 3 (major burst). Specifically, CSF-1 expression is reduced at day 10 but its function, in part, appears to be replaced by vascular endothelial growth factor (VEGF) which is maximally expressed in the dental sac at 
